SUMMARY Methyl green-pyronin (MGP) was used in a one-step procedure to stain smears of urethral discharge from 169 men. Duplicate smears were stained by Gram's method and discharge was cultured for Neisseria gonorrhoeae. The organisms were isolated from 67 specimens and intracellular diplococci were seen in 74 smears after Gram staining and in 77 after staining by MGP. Furthermore, more extracellular and intracellular diplococci were seen in smears stained by MGP than by Gram's method and the proportion of polymorphonuclear leucocytes found to contain the organisms was greater after staining with MGP. Staining with MGP is simple, rapid, inexpensive, and easily automated.
Introduction
Patients and methods
The Gram stain is used routinely to stain urethral smears and requires five steps. It is well known that Neisseria gonorrhoeae organisms appear as red diplococci and that the nuclei of polymorphonuclear (PMN) leucocytes are also a shade of this colour. Sowter 1) . In addition, the number of PMN leucocytes containing >10 diplococci was greater when the smears were MGP-stained than when they were Gramstained (fig 2) . Indeed, the distribution of results was very similar to that shown in fig 1. . Extracellular diplococci Extracellular, as well as intracellular, diplococci were seen in the urethral smears of all patients whose discharge was culture-positive, whether the smears were Gram-stained or MGP-stained (table) . However, more extracellular diplococci were seen in MGP-stained smears than in Gram-stained smears (fig 2) . In addition, a few of the culture-negative specimens containing intracellular diplococci also had extracellular organisms which stained by one of One-step staining of Neisseria gonorrhoeae in urethral discharge by meth. the two methods (table) . Five culture-negative specimens containing Gram-negative extracellular organisms only and four containing MGP-stained extracellular organisms only are not shown.
Discussion
Methyl green-pyronin stains gonococci red and the nuclei of the cells blue. It has, therefore, a greater differentiating capacity than methylene blue, which does not stain organisms or cell components differently. Furthermore, it is easier to detect gonococci within a cell using the MGP stain than it is using the Gram stain where organisms, particularly those overlying the nucleus, may not be seen. This may be the reason why more diplococci were seen within cells after staining with MGP. It is, however, difficult to explain why larger numbers of extracellular diplococci were seen after MGP-staining than after Gramstaining. It is possible only to speculate that organisms take up the MGP stain more avidly, and are therefore more easily seen, or that inadequate decolorisation in the Gram-stain procedure results in some organisms appearing Gram-positive.
We have found that methanol or formol-saline are superior to other fixatives because they increase the clarity of cell components. However, in this study, heat and air fixation provided sufficient clarity and were simple to perform.
The only problem using the MGP stain, as with methylene blue, is that it differentiates poorly between Gram-positive and Gram-negative organisms. Although organisms which are strongly Gram-positive may appear magenta colour with the MGP stain, while Gram-negative organisms appear red, the unwary observer may occasionally mistake a Gram-positive organism for a gonococcus. This may account for some of the "false-positive" results recorded for a few of the specimens in our series-that is, those where MGP stained intracellular organisms in a smear but gonococci were not isolated in culture. However, the number of such false-positive results produced by MGP-staining was only three more than by Gram-staining. It may be that these were due to the presence of commensal neisseriae or that the so-called false-positive results were not truly false but due to a relative failure to culture the organisms. A better assessment of the rate of false-positive results might be made by comparing the results of staining smears with Gram's method or MGP with those of staining duplicate smears with gonococcal fluorescent antibody, although differentiation between N gonorrhoeae and N meningitidis would still be difficult. Overall, we regard the problem of false-positive results with the MGP stain as a minor one, and it does not in any way outweigh the value of this staining procedure, which is both rapid and simple. In addition, the MGPstaining procedure is less costly than Gram staining because the components are cheaper and can be reused for a period of up to six months. MGP staining is also more easily automated since it involves only a single step. 
